Flow cytometry for the simultaneous detection of DNA synthesis and DNA content. Cells were treated in culture with 10 µM EdU for 30 min, harvested and fixed in with 70% EtOH/PBS. For staining cells were washed with PBS and then PBS
with 1% BSA and resuspended and incubated in the dark in CLICK reaction mix (PBS containing 10 µM 6-carboxyfluorescine TEG-azide, 10 mM sodium-Lascorbate, 2 mM Copper-II-sulphate) for 30 min at room temperature. Cells were washed with PBS containing 1% BSA and 0.5% Tween-20, and then PBS before resuspension in PBS containing 1% BSA and 1 µg/ml DAPI. Data was acquired using a FACS canto II (BD Bioscences) and analysed using FlowJo software. 
Supplementary

DNA content and EdU incorporation analysis flow cytometry of T-REx-EV or T-
REx-DBF4 cells overexpressing DBF4 that were arrested with mimosine and released into fresh medium. Samples were taken at the indicated times after release as in Figure 3C . EdU was added to the medium 15 minutes before harvesting the cells.
Supplementary Figure S4. Centromeric localisation of DBF4 is not affected by
XL413.
U2OS cells transiently transfected with pAB1-DBF4 were treated with the CDC7 inhibitor XL413 or DMSO control for 3 h. Nascent DNA was labeled with a 15 min pulse of 10 µM EdU prior to pre-extraction, fixation, and immunofluorescence analysis. EdU containing DNA is shown in grey, DBF4 in green, and centromeres Asynchronously growing U2OS cells were treated with 50 µg/ml ICRF-187 for 15 min prior to pre-extraction and fixation. TOP2A is shown in green. Centromeres were labelled with an anti-centromere antibody (Red; ACA). Scale bar = 10 µm.
